White arrowheads: ER-PM tethers; red arrowheads: intraluminal cER tethers; blue arrowheads: cER peaks. cER: cortical ER; PM: plasma membrane. The images show 1.4 nm-thick tomographic slices.
(C) Quantification of cER peak morphology in terms of radius, height and distance to the PM. All strains in which cER peaks were found are displayed except tcb3Δ + Tcb3-GFP. Boxes represent all measurements per strain: 6 (WT), 21 (WT HS), 24 (Tcb1/2/3-only), 7 (tcb1∆) and 15 (tcb2∆) cER peaks.
The horizontal lines of each box represent 75% (top), 50% (middle) and 25% (bottom) of the values, whiskers 95% (top) and 5% (bottom), and a black triangle the average value. N = 6 (WT), 7 (WT HS), 16 (Tcb1/2/3-only), 5 (tcb1∆) and 10 (tcb2∆) cER-PM MCS (cER peak morphology was analyzed in 7 additional Tcb1/2/3-only and 5 tcb2Δ tomograms that were not used for other quantifications). * Plot of I/I0 (color coded), the lipid extraction current from cER peaks and flat parts of the cER membrane (I=Ipeak + Iflat) relative the current from a completely flat membrane (I0). The calculation was performed considering a 500 fold facilitation of lipid extraction by cER peak formation ( Figure 3F ) and modeling the peak as a conic structure of base radius of ~10 nm and height of ~7 nm (Figure S 2C) . The X-axis shows the density of cER peaks, which is experimentally determined from cryo-ET data. The Y-axis shows the area of cER relative to WT, i.e. = 1 for WT cells and < 1 for conditions with reduced total levels of cER (e.g. Tcb1/2/3-only). The graph shows that for WT cells, the lipid flows from cER peaks and flat membranes are roughly equivalent (I/I0 ≈ 1.8; white circle). However, lipid flow from cER peaks dominates in heat-shocked WT cells (WT HS) due to the observed ~6-fold increase in cER peak density (I/I0 ≈ 5.4; grey circle). Note that increasing cER peak density can only substantially increase I/I0 when total levels of cER are high. (C) Light microscopy imaging by GFP fluorescence (mid-section confocal images; left) and DIC (right) of WT and tcb3Δ cells expressing the following constructs: full length Tcb3-GFP, Tcb3 C2Δ-GFP and Tcb3 SMPΔ-GFP. Scale bars: 2 μm. intersected the second membrane. The total number of cER thickness measurements reflects the number of triangles from the PM from which normal vectors intersected the cER membrane twice. The total number of cER curvature measurements reflects the number of triangles of the cER membrane.
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The total cER area analyzed is the sum of the area of all cER triangles. For the calculation of cER peak density, the number of cER peaks per condition was divided by half of the total cER area, as cER peaks were only found on the side of the cER membrane facing the PM. For simplicity, values are only shown for the conditions plotted ( Figure 1E , Figure 2G , H, I, Figure 3E and Figure 6D ).
